Capped, T7 gene 10 cRNA, which lacks the GAIT element, was added to each sample as a loading and specificity control. Aliquots of the translation reaction were subjected to 10% SDS-PAGE and autoradiography. (B) Binding of yeast ORF2 protein to the GAIT element. Lysate from the yeast clone containing ORF2 was subjected to RNA EMSA using radiolabeled Cp 3Ј-UTR (50-150) as probe. RNA-protein complexes were resolved by electrophoresis on a nondenaturing 5% polyacrylamide gel and detected by autoradiography. In competition experiment, the lysates were preincubated with a 25-fold molar excess of unlabeled, 29 nt GAIT element, or the U87C mutant element, before addition of radiolabeled probe. Figure 3B ). precipitated samples, glyceraldehyde-3-phosphate dehydrogenase (GAPDH) mRNA, a nonspecific, high-abun-IFN-␥ Causes Delayed Phosphorylation of L13a in U937 Cells dance transcript, was amplified using additional PCR cycles ( Figure 2C, right 24 hr. Aliquots of the cytosolic extracts were subjected to immunoprecipitation with rabbit antihuman L13a antibody (Ab). RNA was extracted from the immunoprecipitate or from extracts not subjected to immunoprecipitation (No IP). RNA was subjected to reverse transcription with Superscript (Invitrogen) and oligo-dT, and then to PCR amplification with primers specific for the Cp 3Ј-UTR (left image) or GAPDH (right image). In other controls, the Cp 3Ј-UTR was amplified by PCR in the absence of the RT reaction (second image), and Cp 3Ј-UTR was amplified in cytosolic extracts that were immunoprecipitated with anti-L28 antiserum or with preimmune serum (third image).
ine posttranscriptional regulation, extracts from IFN-␥-translational silencing activity (data not shown). To confirm the role of L13a phosphorylation in translational treated U937 cells were subjected to immunoblot analysis with anti-L13a antibody. IFN-␥ treatment did not silencing activity, we considered the possibility that the difference in activity (and electrophoretic mobility) of significantly alter L13a expression level; however, the electrophoretic mobility of L13a was markedly derecombinant L13a protein from two sources was due to differential phosphorylation. Metabolic labeling with were homogenized in 5 ml of buffer containing 20 mM Tris, [pH specificity control. Oligonucleotide decoys were added at 50-fold 7.4], 10 mM MgCl 2 , 300 mM KCl, 10 mM dithiothreitol, 100 units/ molar excess. An aliquot (5 l) was resolved by SDS-PAGE using ml RNasin, and 100 g/ml cycloheximide. After centrifugation at 10% polyacrylamide. The gel was fixed, treated with Amplify (Amer-10,000 ϫ g for 15 min to remove mitochondria and debris, the sham), dried, and radiolabeled bands detected by autoradiography.
IFN-␥-Inducible Phosphorylation of L13a
supernatant was layered over a sucrose (20% w/v) cushion containing cycloheximide and centrifuged at 149,000 ϫ g for 2 hr. The ribosome-containing pellet and nonribosomal supernatant were colPreparation of Recombinant L13a E. coli BL21(DE3)pLysS (Novagen) were transformed with pET-17b-lected. To remove any ribosome contaminants, the supernatant was subjected to a second centrifugation at 149,000 ϫ g. RNA was L13a plasmid and induced with isopropyl ␤-d-thiogalactoside 
